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Sir: 

I, Hirosbi Takeyama, hereby declare and state; 

THAT I am one of the inventors of the invention disclosed and claimed in the above- 
identified application. 

THAT I am a citizen of Japan; 

THAT I have received the degree of Medical Doctor (MD.) in 1 983 from National 
Government of Japan; 

THAT I have been employed by Jikei University, School of Medicine since 1983, where 1 
hold a position as assistant professor, with responsibility for Department of Surgery; 

The following experiments were performed by me or under my direct supervision, 
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CERTIFIED EXPERIMENT RESULT I 



In vitrg Antitumor Effect far Stomach Cancer Cell line (STKM) by bemyl alcohol (Ml 
Materials and Methods 

To 1x1 0 6 cells of a stomach cancer cell line (STKM), BA was added in proportional 
concentrations, such as 931, 465.5, 232.8, 116.4, 58.2, and 29.1 pg/ml, respectively, followed by 
incubating for 48 hrs at 37*C. As a control, the same amount of physiological salt solution was 
added in place of BA, Cells under each condition were observed by invert microscope, followed by 
determination by Colorometric assay of change in adhesive property and cell death, 

Colorimetric assay 

100% gulutalaldehyde w& added to one fourth (250 fil) of each cell sample. The eel! 
samples were then incubated for 15 minutes at room temperature without shaking, followed by 
washing. Then 250 of 0.05% ethylene blue in PBS was added. Then 250 pi of 0.33 N HC1 was 
added, followed by incubation for 15 minutes without shaking. Finally, the OD (595 nm) was 
measured. 

Results 

The adhesive property of the cells was proportionally decreased and the death of the cells 
was proportionally increased as far as BA was added in proportional concentrations, such as 931, 
465.5, 232.8, and 1 16.4 fig/ml, respectively, while a change in adhesive property and cell death was 
not observed in concentrations of 50pg/ml (Fig. 1) . 
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CERTIFIED EXPERIMENT RESULT 2 



In vitro Antitumor Effect for ft p mach Cancer foil l ine fSTKMl by co mbination use of benzyl 
alcohol plus vitamin C (Bjl+Cj 

Materials and Methods 

To 1x10* cells of a stomach cancer cell line (STKM) . BA+C was added in proportional 
concentration, snch as 10,000(BA)+1 00.000(C), 5,000+50,000, 2,500+25,000, 1,250+12,500, 
625+6,250, 78.1+781, 39.1+391, 19.5+195, 9.76+97.6 and 4.9+49 pgAnl, respectively, followed by 
incubating for 48 hrs at 37°C. As a control, the same amount of physiological salt solution was 
added in piace of BA. Cell samples under ea*h condition were, observed by invert microscope, 
followed by determination by Colorometric assay of change in adhesive property and cell death. 

Colorimetric assay 

100% gulutalaldehyde wes added to one fourth (250 pi) of each cell sample. The cell 
samples were then incubated for 15 minutes at room temperature without shaking, followed by 
washing. Then 250 jil of 6.05% ethylene blue in PBS was added. Then 250 pj of 0.33 N HC1 was 
added, followed by incubation for IS minutes without shaking. Finally, the OD (59S nm) was 
measured, 

Result 

The adhesive property of the cells was proportionally decreased and cell death was 
proportionally increased as fer as BA + C was added in proportional concentrations, such as 
IO,000(BA)+100,000(C), 5,000+50,000, 2.500+25,000, 1,250+12,500, 625+6.250..78.1+78I, 
39.1+391 pg/ml concentration, respectively, while a change in adhesive property and cell death was 
not observed in concentrations of J9.5(BA)+I95(C), 9.76+97.6 and 4.9+49 pg/m), respectively. 
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I declare further that all statements made herein of my own knowledge arc thie and that 
all statements made on infonnation and belief are believed to be true; and further that these 
statements were made with the knowledge that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under Section 1001 of Title 1« of the United States 
Code, and that such willful false statements may jeopardize the validity of the application or any 
patent issuing thereon. 



Date: 43. I 

HifdsblTakeyi 



irosbiTakeyama (/ 
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